was induced by the addition of 2% galactose (final) and the culture harvested after 6-hour cultivation 3 0 7 at 30°C. A cryogenic grinder was used to disintegrate yeast cells. The powder was diluted in Lysis 3 0 8 buffer (50mM HEPES; pH 7.4, 500mM NaCl, 10mM imidazole, 10% glycerol, 0.5% Triton X-100 and 3 0 9
EDTA-free protease inhibitors (Roche)) and spun at 35,000g for 1 hour at 4°C. The supernatant was Top2 (prey) was expressed and purified as described above. To obtain the bait protein, MgCl2, 5mM dithiothreitol, 1.5M NaCl, 300μg/ml BSA). The mixed reaction was incubated at 30°C for 3 4 2 15 min.
4 3
The reaction was terminated by adding 2μl of 10% SDS. Then 1.5μl of 250mM EDTA and 2μl of 3 4 4 1mg/ml proteinase K was added, incubating for 2 hours at 50°C. Samples were loaded on a 1 % 3 4 5 agarose gel containing 0.5µg/ml EtBr with electrophoresis carried out for 3hr at 4 V/cm. Cells were grown to OD 600 0.6, split in two and then incubated with or without ACF for two hours.
6 2
Yeast in ACF containing media were spun and re-suspended in an equivalent volume of fresh YPD 3 6 3 before crosslinking with 1% formaldehyde for 10 minutes and quenching with 140mM glycine.
6 4
Yeast were disrupted using homogenization beads (0.5mm diameter, Thistle Scientific 11079105) in 3 6 5 200μl lysis buffer (50mM HEPES pH 7.5, 140mM NaCl, 1mM EDTA, 1% Triton X-100, 0.1% sodium 3 6 6 deoxycholate, protease inhibitors). They were bead beaten in a FastPrep disruptor for 5 x 30 seconds 3 6 7 at power setting 6.5, with cooling on ice between each cycle. Lysates were diluted in a further 300μl 3 6 8 lysis buffer and spun for 15 minutes at 15,000 rpm at 4°C. The pellet was resuspended in 300μl lysis 3 6 9 buffer in a 1.5ml Bioruptor tube (Diagenode, C30010016) and chromatin sheared using a Bioruptor 3 7 0 1 4 Pico, 10 cycles of 30s on/off (DNA should be sheared to fragments of 250-500bp). This was 3 7 1 centrifuged at 8,000 rpm for 5 minutes at 4°C and the supernatant used for ChIP.
7 2
25μl magnetic Protein A/G beads (Fisher, 11844554) and 1μg antibody (anti-FLAG: Sigma, F3165 or 3 7 3 anti-HA: Roche, clone 3F10, ROAHAHA) per test condition are added to 500μl 5mg/ml PBS-BSA 3 7 4 which is rotated for 1 hour at 4°C. This was washed with lysis buffer and then incubated with ChIP 3 7 5 extract for 3 hours at 4°C. Beads are washed twice with lysis buffer for 5 minutes and then twice with 3 7 6 wash buffer (100mM Tris pH 8, 250mM NaCl, 0.5% NP-40, 0.5% sodium deoxycholate, 1mM EDTA, 3 7 7 protease inhibitors) before elution in 60μl TE, 1% SDS at 65°C for 15 minutes.
7 8
To prepare protein samples for gel-electrophoresis, samples are un-crosslinked by boiling at 95°C for 3 7 9
15 minutes before loading onto the gel. To prepare DNA for purification, 1% SDS is added to input, 3 8 0 0.5μl RNase A (10mg/ml) is added to both input and IP DNA, and both samples are un-crosslinked 3 8 1 overnight at 65°C in a PCR machine. 0.5μl Proteinase K (20mg/ml) is added after uncrosslinking and 3 8 2 samples incubated for 1 hour at 65°C. DNA was purified using Qaigen QIAquick PCR purification kit carried out a genetic screen which informed this project and will be published elsewhere. Michaela
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2 5
Ponceau-stained membrane is used a loading control. DNA. Uls1 has weak DNA-stimulated ATPase activity which is not significantly further stimulated by 5 0 7
Top2. Top2 E66Q was used to preferentially monitor the ATPase activity of Uls1. 
